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(57) Abstract

A novel single-stranded Fv having a characteristic of inducing apoptosis of nuclear blood cells having integrin associated protein
(IAP). This single-stranded Fv consists of an L chain containing the L chain V region of a mouse monoclonal antibody inducing apoptosis in
human cells having IAP, an H chain containing the H chain V region of a mouse monoclonal antibody inducing apoptosis in human cells
having IAP, and a linker linking these chains. The single-stranded Fv is useful as, for example, a remedy for blood diseases such as

leukemia.
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24RU25IEAL, COPIVRRENEAET 2 —AHEHF vREREE. AKBEICH
WTMABL1—-scFVvVHLIWEIMABL2~-scFv&L., EHEFS5IZHBL
TEHICEAT %0

AFHOBEMBE—AEHF VHBZ 22— F3F2DNAEK., T CITFEMICHBELE
MABL-1, MABL- 25O H#VHEIEZa1~FIF2DNA, RUMAB
L—1, MABL- 29O LEVEEHZI—-FT2DNAZSHHL L, Zhb
DESIDOHNDFFLED 7 X/ REEF| 22— R 9 5DNAMSE. TOWEMHEHRET
27534 —NEHAWTPCREICLOMIETZZLICLDESND,

KHEFI S BT, HEVHREE, LBVEBL 2E5A TR Bl —4AHTF
ViRiEZ I — F9 5D NADERGEZ BAKRICHRT 5.

H#E—4A8#F vESoRERSSEEX. e P TAPICNT B YYIAMABL
— 1, MABL - 25ADRAHERZERICLTTHET 22 LD TE S, BEK
HIZik. BEKRERICYOAMABL - 2#Hifkot b I APHUR~OEEHDS
BdHEND,

= LERBE. REDOHRICH U THAICEED D 5 B —&EF vl
HBEERT DI, G VERO7 I VBRESNO—HE2RETHIIEIEFL
Wo

e, RERCBT 52BEE—REF v, fekodif (FIZE. Sat
o, K. 56, Cancer Res., 53, 1—-6 (1993) #2HBoZ
&) ZAHWSZEICL>T, e FERULT B L HBHRETH D, £/=—HE ML
Fvi#lgzI—F9F 5D NABMERINIE, & ML -ABHF v, & ME—
REF vIFiE. & FRIEE Zo—F)ilkd 0kt NEMEE S Za—F Vi
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B X, BEECRS TEBIEHT2EBDUEETH S, 51T DERBE
INSOVHEEBOT I VBEFDO—HERETLHIZLEHEE L,

X5z, Bz TITRCBITEHERZANWT RO~ Y XHROHEEV HiE
BRUOLEVHEEBZI—FTZDNAD»SL, Th5ICHY T 5 MMOMILEMHRD
DNA., #ict FEKODNAZBZI LD TED, BoNEDNAZAWT.
R OREELEMY). Frlct PHRO—AEHF v iZZ DMk, & blskoE®/ 70—
FNTUERIZZOW K 282 LB TE D,

PEDXSic. BMEL T 2HBA—AHF viEE. Bt MRL—4REHF v
i, v FRYEE ZJo—F kT MEYLE ) o —F Vil & O —
FIBDNADBMERIINWNE. ZENEEZSHTEHIREANRI I — RUERRBE N
LW EBEERINEEEIEEICK > THEIIENTS, £ FO0BE
ERAWCERICR TR L, EEUEBR—AHF vEE., Bt ML
—AEHF v, b FERMEE ZJo—FHiEARTE FEMEE Y J 0 —F VPR
WiHiE. MlEAXXIEMEAL S ALY — X TRENTZIZ LD TES, ZDH
. BEOEAETHWLNS 2 - BRGEZFEATHRIELL, @oRESH
2HDTIERV FIZIESEZ O N2 7 4 — BARE. BN, BHEE2HE
HEIR, &8 hiE, FASHiEH Wik e MRYLHURIZ S EE - BRT2I LD
T&E%,

t I APZAETIMAAICN T 2 ARRHOEEE—AREF vid., BMRE b
BL—ASHF viEEL. b NRUEE 70 —F VKR TE NEUYEE J0—F )b
P R OGO = DITERORBRR. HIZ IXEAMIE. F2 X8, F1X
EEE IS MER. ERREME. RUERME. Wi EEMAR. 1
Z SHIEMR. FIZ SRS SIS R MR T S LN TE B, FE L. AR
DX A Z HiAR IT AR TFRIEMELEME. FIZIECOS THIEXIZCHOM
Ak TN S,

IheDHRA. HAFEMETORBRDOEDICEARERAOZODE—Y —Z2ZHWN
BIEDTES, HIZIE. b A MAHOIAINWVREH (human cy
tomegalovirus immediate early;HCMV) 7

DE—Y—%2HHT2OB8FFE LW, HCMVZOE—4y—2SHT 3R ~Y
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Z—Dflicidk. HCMV—-VH—-HCy 1, HCMV—-VL-HCKZT%->T.
PSV2neolcHkd2d0 (HEABEW092—-19759%8M) BFh
bo

e, ZOMIS, ARBEOEZDICTANWSEZ LOTE 3 HALBYMIIC BT 28
GFREDZ7OE—F—L L TEL FOYAL N, RYF—YLINVZ. PFJ
DANRA, YIPUTA4NR40 (SV40) REDYANLZATODE—F—DE
F-HRYRTFF - Fxz—> .-zoo¥h—>ar -777%—1a (HEF-1
a) REDOHABYMIBERD 70E—Y —2AVhIEL V. MZIESV400D
70E—-5—2FEHATZHEE. Mulligan, R. C. 505 (Nat
ure, 277, 108—-114, (1979)). £/, HEF—-1a>o%®
—Y—ZFEHTIHEEE. Mizushima, S. 504% (Nucleic
Acids Research, 18, 5322, (1990)) IcftzE55
CREETHIZEeMNTE B,

HEER (ori) LT, SV40, RUF—=A N, PF2940
A FNREO—=U AR (BPV) SOlkDor i#ANW52ehTE, &
SIEEMBATTORGT IV BINBRLDED, BENY ¥ —ILER~—
A= LT, RRF IS R725—EAPH (3°) I1I1H50WEI (ne
o) BIEF. FIPrFF—¥ (TK) #BEF. ABEFVLFL—FP=k
ATV IS R725—¥ (Ecogpt) BEF. b FOERBTE
# (DHFR) BEEFER2SRILHTE B,

—HRIC, B —AEF vililidwho le I gGlob~l. EE~DB
TTEPENTED, SEBELEMABL 2 —s ¢ F vidk Gk X olkskEs
WL LTORMADES N, AR IERICLZA A—V L Z~DREA LA
HEhd, 512, RILEWR I FL L LEAZIVBZ I LIcL . Bhh Rtk
SEDZZILBWFTES,

XIHE DA
Blik. EbIgG1lyithkd, b FIAPEZRETSL 121048 (hIA
P/L1210) ERHALRVWILERT7O—HA FA MY —DEERTH
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TH 3o
EZM\#XiMABL—lmﬁﬁ\thAP&%ﬁT%LlZlOM@
mIAP/lelo)t%ﬂ%tﬁé?%:té%?7n—ﬁ4b%bu—
DFERERTHRTH %,
®3ﬁ\#X9MABL—2ﬁ¢ﬁ\thAPé%ﬁT%LlZlOM@
mIAP/LIZIO)t%ﬁ%t%ﬁ?%:t%ﬁ?7m—ﬂ4¥ibU—
DERERTRTH 5,
B4k, ARRPIHLZ—KEF vEREOERSE2EIANICTRIRTH 3,
BI5i&. ARHO—ARHF vEBZI—FT3DNA%Z. XBEICTEEX Y
DDIHEATRERRBEH TS X I FO—FIO#E % 7T,
X6 ik, AFAEADO—AREF vHEEI— KT 5DNAZ. WAL IC T
DSR2 0IHATARETSRI FO—FIOEEE =T,
BIT7. KiEFIS. 4THONEY TS 70y NOBEERTEETH S,
E@&D\ﬁ¥§7—h—(iﬂag7.4\66\45\31\21.5\1
4. 5kDa%#m9) . pCHO1EACOS 7THifatE®% FE. pCHOM2&
AR & EE, p CHOM 2 BAMRE# 5 FRRMAB L - 2 Hik—&
HF vl (RA) PHEHLDPICZFIhTVWB I L ERT,
QSQ\:be—thT®p0081/L1210mmwﬁ\:yFD—
wth@pCHO1/COS7%@%%t%@ﬁ¢ﬁ%éb&m:&é%?7
O—YA M M) —DERZRTIETH 2,
EQM\:ybn—wtbfmpCOSI/lelOﬂ@Eu\MABL2
—scFv/COS 7THlaE LSOk E LRV L2 RT70—H4 F
APV —OREREZRTHTH 3%,
EIOM\hIAP/LlZlomwt\:ybm—waLT@pCOSI/
COS 7HifalE R LEOHRIIBAELRVI L E#RT70—H 4 X M —DkE
RERTHTH 3,
Ellﬁ\hIAP/LlZlOm@C\MABL2—scFv/COS7m
RER FEOTRIERRNICRE T LERT 70—V 4 P A M) —DREES
RIXTH 3,

13



WO 00/53634 - PCT/JP00/01458

K12k RHEFI5. 6 cRTCompetitive ELISADOHERE
AIHTHY . KRHO—AYF vl (MABL2—s cFv) OHEREAE
tE2, I PO—NVEULTOPCHO1,/COS THIBISE PR LT, <
VRAE 7 0—FVHHEMABL - 2 OHERAIC K T2 HERIEEE LTRT
XT3,

ElBM\%Mws.7@7%#—?Z%@@%@%§%%TET&D\ZV
PO—)LeLTOPCOS1/L1210MkEICIk. I> ha— e LTDDpC
HO1,/COS 7Hilats® bk 7R b~ XRABRELEWS L #RT,

D14k, REHFIS. TOPR 2 2BEYNROBRETRTRTHD. T>
PO—eLTOPpCOS1,/L1210##cid. MABL2—-scFv,/C
OS 7HIISE LEIAEZ 7R b —L R2BRELRVWC L2577,

Hlsu\%mﬂs.7®7ﬁb—yZ%§@%®%%é%?HT&b\hI
AP/L1210#MICiE. 2> o—Le LTOPCHO1,/COS 7 Mifats
BEBEFEREZ 7R =2 22 FE LRV L 2RT,

@16&\%m%5.7@7%b—&2%§@%@%§%%?ﬂ?&b\hI
AP/L1210#f2icdL. MABL2-scFv,/COS 745 stk
EPRENIC 7R M- X 2T 2T 22 27T,

®l7ﬁ\%mWS.7@7%b-92%§%%®%%%%?ﬂ?@b\CC
RF-CEMMIIZIE. 2> bO0—LELTCDOPCHO1,/COS 74t |-
%m¢u7ﬁb—vz&%@bam:t&%T(%%%ESO%)o

EISM\%mMS.7®7$b~yz%%@%®%%&ﬁfmfbb\CC
RF-CEMMlaIcN L. MABL2—scFv,/COS 7HIFaE% [ shkns
ﬁﬂ%u7%b—9z%%ﬁ?%:t%%?(%%%ESO%)o

&E\ﬁ%%%?ﬁ@%ﬁ%ﬁibﬁﬁ%tﬁ%?%ﬁ\:nt&bx%%m
HWHEMPREZN D HDTIERN,

EEH
BEHI1 (N4 7)) R—DER)
DBA~™Y XMk HMAMIEKL 12 1 OMKE (AT CCHEECCL— 2
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19, J. Natl. Cancer Inst. 10:179-192, 194
9)iCebIntegrin Associated Protein (IA
P)%%%ﬁbtﬂ@&uTm&ﬁtﬁ%bf@ﬁﬁﬁ&btmmto
thAP@ﬁE¥u\HL—GOMEﬁmeNA(CLONTECHﬁ
%)iDﬁ%bthNA%%@tLTPCRE&D%ELT%hto

COPCREMEI /I O—= RV —pGEM~T vector (FoXx
ﬁﬁ%)t@aﬁ&k&%JMlog(&biﬁ%)tb5>27t—x~vB
L. Insert DNADERESI#DNAS—Z > H— (373A DN
A sequencer, ABI#M®) IoTHES. RE~IY—pCOS 1=
FHILZ 7=,

RH~I75—pCOS1ik. pEF—BOS (Nucleic Acids
Research,18,5322,1990)@?UN?47T§D\EFI
RYT—=2ary 7708 ——1a®70E—F—/ToN2H—r LCHEAL
*#74Vymﬁﬁﬁ¥é@ﬁﬂhﬁN7&—f&%o:@tFIAP%ﬁﬁﬁ
Aﬁ%ﬁﬂbﬁ—&L12IOWW%EDMRIE—C(GIBCO—BRLE
%)&WMT§E¥§ALGeneticin(%%%Elmg/ml,GIB
CO—BRLH%)E&DERL\é%t\ﬁﬁ¥ﬁ§léntL1210ﬂ@
ERFAFREICLDMlaE /7 0—=2 Lk, BohEro—2iconT. E F
IAP%%%T%%CD47%¢(77—i>91yﬁﬂ)Tﬁ%@%ﬁ%&%
L. RRBORWI 0— > 2HFRMEOMIZE UTEBIRL )=,

L%M@Tﬁﬁbt\LIZlOﬂ%tﬁ%VﬁZT%%DBA/ZV&Z
(BARF v =X/ —%5H) OBBMIZE <Y X - I T O—<HlakkP 3 — U
1 (Current Topics in Micro—biology an
d Immunology, 81, 1—-7 (1978)) LaRYTFLL»Y
A—-VERAWEHE®E (Clin. Exp. Immuno 1. > 42, 458—4
62 (1980) ) CRVWHIIRIASX ¥~

tFIAP%%%WE%$T5%ﬁéﬁﬁkbTZ?U—:Vﬁb\2@%@
A47UF—7éﬁﬁbto:h%ﬁMABL—l&UMABL—Ztﬁ%L\
&Wﬁi%%%%%?&%ﬁﬁﬁ%@l%ﬁﬁﬁiﬁlilﬁﬁﬁﬁﬁﬁ(BK
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@%%%O<H$ﬁ1TEI%3%)K\1997EQEIIEE\§%§%%
hZHFERM BP—-6100. FERM—BP—610 1t LCEESES
hTwna,

%%%2(MABL—I\MABL—2ﬁ¢@ﬁ775Z%%)
L%T%BntMABL—l\&UMABL—Z%%@#77§X%%ET%
HET, 100ng,/mlIc@HMULEMABL -1, RUMABL — 2 Hik5 0
Oul#®. ISOTYPING KIT (STRATAGENE#%) cxHKw
bbttzé\MABL—lﬁIgGl,KT&D\MABL—ZHIgGZa,
KTHDEIILBHLIERS =,
KiE#l 1 (P IAPINTZYYRE) 2 0—F)UkD VLS 7 — k3
SDNADZ O—1L)
EFMTAPIENTBEYIXE 7 0—F LHAMABL — 1 RUMABL —
2OAEHBRZEI—-FFZ3DNAZRDOLS ICLTrZO— b LI,

1. 1 XvtyT+—BRNA (mRNA) s

NAZ71) F—<*MABL-1RUMABL~-2»50mRNA%. mRNA
Purification Kit (Pharmacia Biotech#t
®) ZHVWTCHERL =,

1. 2 —A#icDNADOEE

WlugdmRNAXbMarathon c¢DNA Amplificat
ion Kit (CLONTECH#%) ZRHWTZAEcDNAZAK L., 7
7 —%EEL =,

1. 3 HUARIZEEAE I~ R+ 28ETOP CREC L 2 RS
Thermal Cycler (PERKIN ELMER#%) %8\ TP
CR&ZITo =,

(1) MABL— 1 L#VEEEI— R4 2 & OMIE
PCREK&%?%7547—H\7?7&—®%ﬁﬁﬂtﬂ47Uﬁ4XT
%RW%%:IE%T??7&—7547—1(CLONTECHH%)\&U
NORAAYNRLECHBEIN LN A T ¥4 XT HEHEE : 210RTMKC
(Mouse Kappa Constant) >5S4f~¥— (Bio/Tech
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nology, 9, 88—-89, 1991) 2\,

PCRBMS50u1iE. 5411 0XPCR BufferlIl. 2mM M
gCl,. 0. 16mM dNTPs (dATP, dGTP, dCTP, dTT
P)\2.51:vb®DNA$UX5—ﬁAmpliTaq Gold (ME
PERKIN ELMER%®) . 0. 2UMOEABE : 1IcRTPY Iy —
774 —0. 2uMOEFIEE : 2 KRIMKC75 4 v—RUMABL -
1HRDODZAREFHcDNAO. lugsa4aL. 9 4°COVIBREICTCISEZE L
TRICY 4°CIcTI2. 6 0°CIET 1 AMKRYT 2°ClcT 142 0WE. =0
T LIce COBEY A 7V % 3 5ERE LES. RISEAMEEI T
2°CT1 04rRamzsL /=,

(2) MABL—IH%V%E}EZE:-—FT%)CDNA@E@E

PCROEDDTSA~—2 LTEFIIRE : LRI 7S 7y —7S514v—1.
AUEIES : 3IZRTMHC—71 (Mouse Heavy Consta
nt)7547—(Bio/Technology,9,88—89,199
1) 20V,

cDNADHIEIX. 0. 2UMOMKC7S4<v—DRHDHIZO. 2 uMoM
HC—7y 1754 — 2V THIBLAREZRVT. &1, 3 (1) IoBunT
LEAVBIBERFOMIBICDOWCTERB LD LR U AEIC L b g %15 - 7o

(3) MABL—ZLM’EH—PTécDNAGJ%

PCROE®BD7S 4 ~v—L UTHHIEE - 1ERTPI TS —TS54~v—1.
KRUBSIES : 2ICRTMKCTS A ~—%Hu i,

CDNA®D#EIZ. MABL—- 1H&kD=-4&§cDNAO. lugofbbiz
MABL—-2HRO-AHcDNAO. 1 ug®MANTRIE L MEBRVT. B
ftl. 3 (1) WBWTMABL — 1 L84 V4HBEETORIEI S\l L~
DEREILFECLDIEEEZTo =0

(4) MABL—2 HEVSEHEZ I — K342 c D NADMIE

PCRODEDDT7S 4 ~v—L UCEFIIES: 1 ERTPEYTIY—-TS54~v—1,
&U%W%%:4EﬁTMHC—72a754?—(Bio/Technolo
gy, 9, 88—-89, 1991) 2HW\E,

17



WO 00/53634 - PCT/JP00/01458

cDNADHEIRIZ. 0. 2 uMOMKC7S4~v~—D_bhicO0. 2 uMoOM
HC—r2a754~v—%2AWTHIRLESAZRWT, #iEl. 3 (3) i2Bn
TLHEVEEEGCFOBBICOWTERLEZD LRI UAKIC L b EIEEFo .

1. 4 PCRYERBRYORES

RGO L SIZ L TP CRIZBICE DIMIBLZDNAMAEZQTIAquick P
CR Purification Kit (QIAGEN#®R) #HNTESL.
1mM EDTA%2&E%K32%10mM Tris—HC1 (pHS8. 0) &R
Lo

\ofl | Pl
,

LEROISICUTHABUEMABL - 1Ek~y 24 v B L VEGSS T —
FIPEIEFESZATRAEDNAWIAA140ngZpGEM—T Easy~
79— (Promegaft®) 50ng¥, 30mM Tris—HC1 (pH
7.8). 10mM MgCl,. 10mM 2 FFILA =, 1mM A
TPRUC321=vhr T4 DNAVYH—¥ (Promegaithl) #3657 %
BISEEGWH T, 15°CIcT 3RBEGE Rkt L,

RIZ, 1 ulo FEEEREAMERKBEDHS adaY ¥5 > Ml (RN
AE) 50ulizmi, ZLCZoMIa%k b3 00/, 4 2°CicT 1 412
VTHWKET2AMBELZ. WNT100u1dSOCHH (GIBCO
BRL#H®) ZMZ. 100ug/mlO7PrE )Y (SIGMAHEK) #2
£3%5LB (Molecular Cloning:A Laboratory
Manual, Sambrooks,. Cold Spring Harbor
Laboratory Press, 19809) fxitticokBisEn
U 37 CET—HMERL CRBEREERRAZE,

COFHEREEZ, 50ug,/ mMID7 LY 2EHET 5L BEM3Im1
HT3 T CIoTREGEL. 2LTZOEEW»5QIAprep Spin
Miniprep Kit (QIAGEN#%) #2H\WT752XI RDNAZH
&L/,

CO5LTH/ShE, NA T R—YMABL— 1IcHkT3TY 2 H w/ SEIL,
HVHEZI—F 3 BEFEESETE75RAI REpGEM—MILEGLZL
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7o

LREDRACHEEZR>T. N1 7)Y F—YMABL - 1icgskd 22 2 HEY
VEBZI-FI2EETEEATE 75 X3 RERERDNAKE D 5 FERL L.
PGEM—-MI1HY GEZ LA,

iz YA 7Y R—=YMABL—-2Iciskd 23w 2H Y NEBILSH Vi E O
—FTBUEFESZETE 7RI FERRDNAKE » SR L. pGEM—
M2 L &% Ui,

Rl A7) F—YMABL -2tk +2~v Y XHYEVESRSZI— kT3
BEFEZHTET7S5RI F2BRDNAKHKE» SR L. pGEM—M2HY
% Lk,

X2 (DN ADHEERF|OHRE)

BRSO 72 XX FHOD c DNA T — FMEMOEERS 5. HBHDNAL— >
v— (Applied Biosystem#®) R*ABI PRISM D
Yye Terminator Cycle Sequencing Ready
Reaction Kit (Applied Biosystemft®l) 2HWN
T A—=H—{EEDO7O b I—)VIZf > CTHEERT 2 RE L.

TZ2AIRpGEM-MILICEENh3vYIXMABL — 1 itk L85V 588
Z 31— KT 28R TFOEEFRY | 2HNES : 51077,

¥, 7523 FpGEM—MleZaihé?'bZMABL—1?;%{2!20)H$E'
V#IZE I — F 9 2 8EFOEER 2 EIIES : 6 12RT.

. 77XIKpGEM-M2 LEEEh3~ Y ZAMABL - 25tk LY
VEld%E 21— F 3 28 FOEERS 2RIES . 7059,

/2. 752IFDGEM-M2 HiZ@Ena <oy AMAB L — 2 Hitko Ha4
VHREZE I — F T 2:8EFOEERN 2EES : 8IcRT,

EHEFI3 (CDROE)

LRV HHO VEBOSBIOEEIR. ENCEMEELTED. 2h2h
4DDT7V—LT—DEAH 3 DDOBALEEI. HIbMEmiMtgeeslEs (CDR)
CEDEBENTNWE, 7V —AU—2 D73 ) BESIL. HENEEEIR
TW2dH, —Jfi. CDRWBODY I ) BRES OZRMEIZED T EL (Kabat,
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E. A. 5, TSequences of Proteins of Immu
nological Intersty US Dept. Health an
d Human Services, 1983),

:@iﬁ&%%t%ﬂ%\thAPtﬁTé?bX%/bD~fﬁ%ﬁ@ﬂ
Eﬁﬁ@?i/@%ﬂ%Kabat6E&D¢%éhtﬁ¢@7i/@%ﬂ@?
—9N—Zt51ﬁ®\mﬁ@%%&élttiDCDRﬁﬁ%&ibto%@
BRERLIICTRT,

£ 1

Z7Z2RX3I K EFES CDR (1) CDR (2) CDR (3)
PGEM—-M1L 43—-58 74—80 113—-121
PGEM-M1H 50—-54 69—-85 118-125
PGEM—-M2L 43—-58 74—-80 113-121
pPGEM—-M1H 50-54 69—-85 118—-125

00 1 o o»

RiEpl4  (/D—>fcDNADOKHEDOHRE (¥ 2AS5MABL— 1 HifkRi*
ASMABL - 2HitkDER) )

4. 1 FASMABL — 15ERBEENT Y —OER

#XEMABL—lmwéﬁﬁT%N79—%¢%T%tw\%h%h?bz
MABL—-1L#RUCHMVEBEI—F4+3cDNAZO—>pGEM-M1
LEUPGEM-M1H%2PCR¥ICLDIBHLE. Z L CHE FRE~Y & —
(EMRABREEWO 92 -1975 98®)ICEBA LK,

LAVRBO DDA 754 v—ML S (BFBE : 9) RCHSVERD
t@@%ﬁ754?—MHS(mﬂﬁﬁzlo)ﬁ\%Q®Vﬁﬁ@U—V~ﬁ
SOBRFEI—FTBDNAICNS 7YY 41 XLEDKozakart ¥ 2E
1 (J. Mol. Biol., 196, 947-950, 1987) RHin
<MH%@@§%&&§T%&5E%%LEOL%Vﬁﬁ@t@@&ﬁ7547
—MLAS (BFES : 11) RUHBEVERO=DD®BSE 7S5 4 <w—MHA S
(BEE/ES : 12) % JHEDORIEEZ I — R T2DNAESIC NS T &4 X
LEOZ754ZP%—EW&UBamHI%ﬁ@%%ﬁ%ﬁ?%i5k%ﬁb
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o

PCR®#EM100u1iE. 1041D10XPCR Buffer II, 2m
M MgCl,. 0. 16mM dNTPs (dATP, dGTP, dCTP,
dTTP). 52=v FODNAKRYAS—¥AmpliTaq Gold. 0.
4 uMTODETS 42—, KR8 ngdERDNA (PGEM—-M1LEUD
GEM—-M1H) 2&& L. 9 4°COYHEEIT I9MZLTIRIZI 4°ClzT
120, 6 0°CICT 1 RIRINT 2°CicT 142 0. ZoOEFTMmELL =,
:@ﬁgﬁ47w235@&@bt%\ﬁﬁ@é%%%t72@?10ﬁ%m%
L7,

PCREF#MZQIAQuick PCR Purification Ki
t(QIAGENﬁ%)EmmTE%L\HindJH&UBamHIT%mL\
TLTLHEVHAERIEDOW L. HEFRE~< ¥ —HEF — k. HEVEBIC
PWCEHEFRERANRYY—HEF - yiczh2hs0—=>%_%, DNARK
ﬂ&iwﬁ\ELmDNA%W%ﬁT%DNAW%%%@TEXiFé%n%n
HEF-M1L. HEF-M1H:&% L,

4. 2 FASMABIL — 2HHEBBRT & —D il

cDNADEBSRUIOD—= JiZ, PGEM—-MI1LEFPGEM—-M1H
@ﬁbbEpGEM—MzL&UpGEM—MZHE%@DNAE%@Ltﬁ&
%uf\%%4.1tﬁmfﬁﬁbtwaﬁbﬁ&t;D%E&Uﬁu—:/ﬁ
%ﬁm\DNAMW%@@@\ELMDNA%WE@T%DNA%%%%&75
AIFRZENZFNRHEF-M2L, HEF-M2H:HEZ U~

4. 3 COSTHIBI~DBEZTEA
FASMABL - 1 ifARUF+ASMABL — 2RO —BMEBRE2ERT 3

e, HIEERBNT & —%#COS THIBIC BV THRERL 7,

(1) XSMABL — 1 HADBIET M A
HEF-MILYHEF-M1HR>”%—%_ Gene Pulser¥E
(BioRadﬁ%)E%hfibabmﬁv—yayt&bcos7mmmﬁ

NERE®RLE. KDNA (1 Oug) &, PBSH1x1 0",/ ml1moO.
8ml%$1&wbtm2\1.5kV\25uF@§§trnwz%5ito
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FERICT1 04HOMEHMEDE. =L hoRL — 3 LB h =K.
10%Dy —=Zuz7y 70—y BRINE2S49 %2 DME MIE&Ek (GIB
CO BRLAH®) TR/, 7 2KRIERDE. HELEZED, BOSRIC
& D MifE I ZRRE U CUER EiE xS,

(2) XASMABL — 2HiADBETEA

FASMABL - 2V EEFOEAIZ,. HEF-M1L*HEF—-M1HA~
25—DRbOHICHEF-M2LEHEF-M2 HRZ & —Z2HAWEEZRWT.
HiEd4. 3 (1) KCEBLEDEAULAEICLD COS 741 FE R EiE L.
ElEE FEZ2E .

4. 4 Zo—HY AL b XA RNY—

TURNORGZAET 2720, BEdCO S THaEE B2 AW T T O—Y 4
PAR)—2{Toke EMNIAPR2RETZ Y IHMUEMEEKL 12 1 045
4X10°M@Ic. ¥XSMABL— 1¥ikzREXE~C0OS 7 RO E
HBENWEIFASMABL - 2H A& RBXE~COS THilEOEE LED B Wi
o=l LTt b I gG1lHitk (SIGMA#E) 2z, KEICTA >
Farx—arRUEHEDHE, FITCEBLENHLE M gGHifk (Cappe
1#8) ZMZ /o £V F 2= a L RUHEDHE,. FACScan®® (B
ECTON DICKINSON#H®) I THNABREERMELE,.

ZOHR. ¥ASMABL - 1HilARUFASMABL —2%ikiz. £ FIA
PZRERITZL121 0MBICHERNICHALEZLIZED, ChoDXASH
BB IRE ) 7 O0—FNHAEMABL — 1 RUMABL — 20 Z2hZhd VEE
HBOELWEEZETAZLHHELh R (M1~3)

RIEHIS (AEEMABL - 1P ARUEEEMABL — 2 PuA—AEHF v

(s cFv) fHEEDER)

D. 1 HEHEMABIL — 1 Hifk—A$HF vEEHROESR

HMEMABL — 1 5k — AR F vEEEZROMIC L TAERLE, EERMA
BL—-17UAHSEVEE. R > h—4EE. RUEBESEMABL — 15k L84
VHBZZNZNPCREZAWVWTHEL, T2k b, ERBMAB
L—- 15 —AHF vEEZMER Lz, COFEZN4 ICHAICRT. FERK
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MABL — 1 5itA—A#HF vEBOERDOEZDICEEDP CRT7S £ v — (A—
F) 2@HAL%E. 754 3—A, CRUEIXt> XEH %4 L. 724 ¥v—B.
DRUOFIE7Z>F RAEFEET S,
HRVHEBOLDDHH 754 v—VHS (FS54v—A, BRIIES:13)
& HEVHEBONKEZI—FFE3DNAINL 7Y S AL X LHESNc o I &
FREFREZMIBAIZE T D LD ICREI Lo HEVEROEDDBE 7S5 4 v—V
HAS (754 ~—B. BA&ES : 14) i&. HEVEBOCEEEI— K3 3
DNAENAZIVFALZXLED) v H—lcA—N—S w742 L> WZaEt L=,
VYA—DEBDDHATZ4Y—LS (F54°—C. BHEE: 15) %
VD2 H—DONXKZI—RTBDNAIWKINAS T A XUHDHEVEED Ck
WZI—FT2DNARKT—N—5 v 7 TBLE3IC%/H L. UL H—DE=HD
BGS754~—LAS (754 ~%—D, BEFIES: 16) i&. V> H—DCki
Z3—FFB5DNAIINA TUFA X UHDLEVEBDONK#EET— K45 D
NAZF—IN—=Z v 7dTBL3ITH/E LI,
LEVREDOE=ODHIS 754 ~v—VLS (FS4~—E. BFRE:17)
. VY A—DCEKNEEZI—-KTBDNAINSTY A4 X LUHDLEEVEED
NRWEZI—KTEDNALZA—N—S5 v 7T B L3253 L. LEVERD
DDEIT 754~ —-VLAS-FLAG (FySA4~<v—F. BEMNHFS: 18) &
LSVHBOCKIHEZ I —FTADNAINS TS AL XUEDFLAGARTF
FZI2—F3T3E (Hopp, T. P. 5, Bio/Technology,
6, 1204—-1210, 1988). 2fHOEEE LD RERUCEcoRIHI
PREERERBMMIIZE T2 X S ICREI L=,
B—PCREMIIBVNTIDDEBA—B, C-DRUE-F#F\. Z2LT
FPCRASMERM Lz E—PCR»LHBLNE3ISOP CRERYZZ N
SEHEOMMBEIC LD Pyt TNERE, RIS, 754 v—ARUFEMZT.
BREEMABL - 1 hk—ABF v I—F T 22 EDNAZRIGLE (55
ZPCR) . &#B. BH5—PCRIcBVTIX. BERMABL — 1 iR HEE V $HIE
ZI—F§27>AIFpGEM-M1H (£fEF2%288) . Gly Gly
Gly Gly Ser Gly Gly Gly Gly Ser Gly

~N
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Gly Gly Gly Ser (BFIES:19) »ok23Y L h—EEsa
—F35DNA®S (Huston, J. S. 5, Proc. Natl. Aca
d. Sci. USA, 85, 5879—-5883, 1988) 2EATHS7S
AIFRpSC—-DP1., RUEH#EHEMABL - I1PUALBEVEEZ2—RT37
ZAIFPGEM-M1L (FEHifI2 280) 22h2heEE L CHV .

F—PCREMOBMSOulit. 541010XxPCR Buffer IL
2mM MgCl,. 0. 16mM dNTPs. 2. 52=w FODNARY
AZ7—f¥AmpliTaq Gold (MFPERKIN ELMER#tH) .
0. 4 uMTDODETS A4 ~v—RKI5 NngDRFERHDNAZSHEL. 9 4°Co¥]
HHREIC T 9ARIZ LTWIC9 4°CicT 14/, 6 5°ClcT 15ERUT7 2°ClC
T172 0B, COMFTMEALE, ZOEEY A Z)V% 3 5EKIE LS.
RSB EYEEIZT 2°CT 7 ARmsk L=,

PCRAHMA—-B (371bp). C=D (63bp) . RXE—F (38
4bp) #2QIAquick PCR Purification Kit (Q
IAGEN#HS) ZHVWTHERL, B8P CRT7vt>y7)VL7E, E-PCR
EBNWT, L 1L T120negnsE—P CREFSMA—-B, 20ngdPCR
ERMC-—DRERU120ngDPCREFMWE-F. 104101 0XxPCR
Buffer II.L. 2mM MgC1l,. 0. 16mM dNTPs., 52=v
FODNARYVAS—F¥AmpliTaq Gold (MEPERKIN EL
MER#H) #2H 9298 1DP CRESHZ. 9 4°COYLIBEIZT 85
BIZLTWIZI4°ClcT 25R. 6 5°ClcT SORKRUT 2°ClzT 20, =D
I TIE# L /ze COBREYA VN2 2RKE L%, 2h2h0. 4 uMo >
ZAXR—ARUTFEZMZ =0 2L T9 4°COYHREEICT 15 LTRICY
4°CICT1M. 65°CICT1IARRKRYT 2°CloT 142 OFR. ZoIER T
MU, COBEYS IV EISERE LS. RISEAWE T 2°ClcT 7 5> REhn
#L iz

B_PCRICLDAEL~843bpDODNAKIKERER L. Nco I BUEc
ORITHIEL., BN/ DNAKKADPSCFVT TR Y —lcrO—=2 7
Lo BB, FHENRIY—DpSCFVT Tk KBE~NY 735 X AT WBEER
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CHEIBpelB U VESH (Lei, S. P. 5. J. Bacteriol
'ogy, 169, 4379—-4383, 1987) 2EATW3, DNAFHHR
EDOHE. HMEMABL - 1A% F vEBOELW? I BES|%7— K
T5DNAKRZEB 75 XIkEpscMl @i LE (R528BOZ L)
AR7ZAIFpscMICEThIEERMABL — 1 Hfifk—&84F vEBDE
HEFI KT X BRES2EINES : 2 0 ICRT,

WIS, WILBHIC CHBRMABL — 1 Hitk— A F vERERET 2~
25— BT BD, pscMINIY—%PCR¥EICLVESLE, Z2LT
BON/DNAWHEZDP CHO 1 RENRI I —ICBA L, 2B, KBERT Y
—pCHO1liX, DHFR—-AE-rvH-PM1—-f (WO092,/19759
Z8) 5. EcoRIKU'Sma I#bick hHitkBEFEFZERL. EcoR
I-NotI-BamHI Adaptor (S#&is) zagrszrict
DIBEL RIS —TH D,

PCREGATSE 7S A v—ik BiF7S54~v—¢ LCHEVERON KL%
A—FTEDNAENSATIVH L ZXULEDS al I $IBEERABEE2ETSE
SIBS 211" TSal-VHS7SAY—RMEATSA~V—L LTE—7
V=L —JBINDREEI—RTIZDNAINS TIF AL T BEFHRE : 2
2T FRHlant iS4 ~v—%2HWE,

PCR##®10041ix. 10411 0xXxPCR Buffer II. 2m
M MgCl,. 0. 16mM dANTPs, 52=w F@DDNARYRAS—F
AmpliTaq Gold., 0. 4 uMTDODETS 4~ —. KIS nghih
BDNA (pscM1l) 256L. 95°COMPEEICTINEZ LTI
5°CICT14M. 6 0°CIcT14RIRYT 2°ClcT 152 0B, ZDIERETH
Bllco COBEVA I N EISRRE LK. RIGESWEEICT 2°CTT4H
RAmMER L 7o

PCRAEEM%#QIAquick PCR Purification Ki
t (QIAGEN#H) 2ZHVWTHERL, SalIRkUMbo IIT#EL. N
RIGRIFHBEMABL — 1 Fik—AF vHERE2 I~ KT 3DNAKE 287,
Xl pscMIRIZyZ—%E#Mbo IIRUEcoR IT# L. CHREEAIERE
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BEMABL— 15— AR F vEIREI— KT+ 3DNAWE 2B, ZL7T. S
alI—-Mbo Il DNAMIHEUMbo II-EcoRI DNAWHFZDpC
HOl-Igs~Z¥—crn0—=>%L%, DNABSEEDE. ELLWDN
ABFIZHTZ2DNAKF 28875 2I F#p CHOM 1L @& L~ (X6 %
ZROZL) o BB, BBV Y —pCHO1—1 g sld. LW
RBERICHETZYURI gG 1> 7 F)VES (Nature, 322, 323-327, 1988) %
BEATWS, K75 XIFpCHOMI S Th3EMAMABL — 1 Hik—&
HF VEBOBREFIRY 7 I BEMNEEFEE : 2 31054,

5. 2 FMMABL — 2 Hith—ABTF viEho fEmkl

FAEMABL — 2 Hik— KT vEEEZME5. 1ICfo TR LE, 55—
PCRIZBVTIFZ. pGEM-M1HORD Y CHMEBEMABL — 2 ik HEV

M-—M1LORLD ICEBEMABL — 2L VEREEI—rKT27523
FPGEM—-M2L (K2 %58) 2#H L. BERMABL - 2 Hik—4&
ﬁFvﬁﬁ@Ebm7i/@MW%Z—FT%DNA%ﬁ&§@7§XiFps
CM2%8ize K7S5XIFpScM2IZZTENIEHREMABL — 2 Hilk—A
HF v REOIEREIIR U7 I B 2EFEE . 2 41057,

Lz, PsScM2RI Y —DEMICL D EMEMABL — 2 Hifk— A8 F v
ﬁ@ELm?i/@mWé:—PT%DNA%%%%@%%%%%@%E%pC
HOM2~U 5 —%18/ze A7Z5XI FpCHOM2EESE N3 EMEMABL
— 29E—AEHF vIRBOBRERS R I BES 2 ENES - 2 5105,

5. 3 COS 7THI~DBELETFEA

E%&MABL—Zﬁm—KﬁFvﬁﬁ@—ﬁﬁ%ﬁ%ﬁﬁT%tw\pCH
OM2~X745%—%COS THIBICHBNTHERLZ,

PCHOM2~74—%, Gene Pulser#@® (BioRadm)
ZRHWCTZLZ bORL—2aicd b COS THIlEICEEER L~. DNA
(10ug) &, PBSH1X1 048,/ m1D0. 8mlZXxa~xwy M
Z. 1. BkV, 25 uFOBRBIZ T \WVRAELEZ =,

ZERICT1 OFMOREHMBO®. =L 7 hORL— a LB X h =i,
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10%DY U IRIMEESHT2IMDMEZ® (GIBCO BRL#Z®) Iz
MZ 7o 7 2RRIERDH, M8 LERZED, BOOBIC L b ML 2BREL
TSGR FEEEE,

9. 4 COST7ifnrs tEMOEMEMABL — 2Hitk— AT viERD
M

PCHOM2ARIV ¥ —2BMETHALECOS 7THlEER LERICRBIT 2 it
BMABL - 25ifA—AR$F vEEBE Y2y TOvs 4 L VEIC & D MR
7o

PCHOMZ2RZ ¥ —%BEFHEALEZCOS 7THlSE FERYIY FO—
WEeUTCPpCHO IR Y —%2EEFEALECOS THISER FEIc>1WT S
DS=E=Xyk&%ZiT\" REINFORCED NC/4 (Schleicheré&
Schuel 1##) ITEE Lk, 5%XFAINY (FAILEAR) 7O
vxFTEITL, 0. 05% Tween20—PBSIzTH#E®E. HiFLAG
itk (SIGMA#E) 22Xk, BRBICTA VFar— 3L RUEEDE.
PNVAN T+ RT7 75 —LREAGHYY XTI gGHitk (Zyme d#t8) iz,
BRICTA Y Far—2a L RUHEHE, £EAK (Kirkegaard P
erry Laboratories#t#®) #FmL. faxw~ (X7) .

ZOWR. pCHOM2~NI ¥ —#EACOS 7THlatE®E FEHIcOAFLAG
NTF RFRORY O BREh, o0& FEPCEBEMABL — 2
ER—RHEHF VEESFTWENTND I DS, E RS,

9. 5 7O0—Y AL PARY—

TUR~NOHREGZMET 20, #iE2COS 7%&@%%J;?%é%b\'c 7a—YvA
FPAM)—%fTo%. EbIntegrin Associated Prot
ein (IAP) 2RERIT I~ 2 HIUHMEKL 12 1 0411, 2 Wk
PE—NELTPpCOS IRy —ZREERLEZL12 104822 x 1 0°5F
C. BBEMABL - 2HifA—AF viE2&RBIEECOS THIEORE I
BHHINEI PO— VLY LUTPpCHO 1R P —BREERL~COS 7 #i
DEEEFEZMZ. KEETA Vv Far—ya L RUskEoE,. v IHFLA
Gk (SIGMARB) #MX /e £ > FaR—Sa> RUKEFDHE, FIT
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CE#BLEYYX I gGHitk (BECTON DICKINSON#®) %
itoEE4V#JN—9EV&U%@®&\FACScan%E(BECTO
N DICKINSONZH®) IcTENBREFREL =,
%@%%\ﬁ%&MABL—Zﬁ%—IﬁFVﬁﬁﬁ\thAPE%ﬁ?%
L1210ﬂ@ﬂ%%%ﬁmébt:ttib\:@ﬁ%&MABL—ZﬁW—
FHAF vEABHIPE b Integrin Associated Protein
Eﬂ?é??4:?4—%%T6Ctﬁwaﬁtmot(H8~11)o

5. 6 Competitive ELISA

NURE/ 7 0—FIVHHROTURRESICN T B BEEM 2 10EIc . ERRMA
BL—-25k—%¢F vEBOFRBAEEZRE L.

lug/ ml1CFELUERFLAGHAZ 9 6 R7L— FO&RICHMZ. 3
TCCT2HMA > Fax—b Lk, %% 1%BSA—PBSIcT7Ov*
YT RIToM. BRICTA ¥ ax— MRUBESE, SWHE M I APHEEE
T (BEHES :26) ZHALAECOS THIMEE FEFPBSIcT 2EREL
EHDEFERICMA e BRICTA > Fax—bRUH%E®E. 100ng, /ml
CHREL 2B 7 MEMABL — 25tk 5 0 1 1 RUIERAR L 7~ BASRMA B
L-29R—AHF vEBFEBECOS THIMSE FES5 0 4 L 2BRILES DO
BRICMA 720 BRISTA O Fax— FRUBSHE, PLH) T+ R T 75 —8
MEAMLTZIPEY Y (Zyme dHHY) #MZ 7o ERICTA L F1N—}
BOGewpt, AEEM (ST GMARS) 22, RiC4 0 5 nmTORKES
HE L =0
%@%%\E%ﬂMABL—Zﬁﬁ—KﬁFVﬁﬁ(MABLZ—scFV)
. I bO—)VOpCHO 1B ACOS 7HIKIEE FEIC B LTS s
BRFHICY Y AMABL - 25ADE + I APHBE~OREAZMEELE (X1
2)0Z@:tﬁa\E%&MABL—Z%%—ﬁﬁFvﬁﬁu\Vbz%/ﬁ
O—FNVHEMABL - 20ZhZ2hO VEBOE LWESEE A T2 = L H5RE
hi=,

5. 7 In vitroThOPRN— 2FERGE
beAP%ﬁﬁ?%KthlZlOm@\&UDVFD—WKLTPCO
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SINV S —%BEFEALELL 2 1 04}, AU CCRF—CEMfa%H
W, BEBMABL - 2 —A#F vEBO PR M 258 EH%Ann e
XIin—=V (R=USH—2)A LFHE) REICE DKL,

1x10°HDEAMEIC. BEEMABL - 24ith—ASSF vEREECOS
TSR EEH DB NVEIL PO — L LT Pp CHO 1 RZ 5 —BACOS 74
RS R EEZRBES 0% THRMUL. 2 4BSRER L=, 20%%. Annexi
n—VEEETW, FACScan®E (BECTON DICKINSON#t:
B) ICTHNBERIE L=,

Annex in—VRAEIZIZBFHOBREX1 3~18Ic2hZhR Lk,
CCT, MOAETORBICH S Fv MIAEMEE., A TFTOEBETH F— %]
%@M@&\EL@%@H?ﬁF—&Z&%@M@%%TO%@%%\EﬁﬁM
ABL - 2HifkA—AK$EF vl (MABL2~s cFv)iZL1210#ich
WCE FTAPHURRBENICE LWMBSE 28 L (K13~16) o Tk,
CCRF—-CEMMIICHENTHIY b O—) VI UT% UWHIBISE % 358 L
= (X17~18),

BESE E R HETREM:

ARPCHEDDE T APEZA T2 EKMBHIRLIC 7R F—o X5 HRET 245
IE2 BT 2HRe—FREHF VIZLUESBA L2 7 IV BESEET35DTH b,
EPIAPZET 2 EMMEMIEZ FREICERL. »OFZMIIC 7H F— X
EHET DI EHTED, Mo Ty BEEME TR R TR o) S B I 72 & OD I ik
IRIEEHRE L LCERTH 5,

29



WO 00/53634 - PCT/JP00/01458

AR DE

1. Integrin Associated Protein(IAP)%Z & T 2 AMIMWMABIC 7R F—> X2
FRT BT/ Z 0 —F IO AERED S BRI NE R ) RTF Ko

2. HRELCERBRORIARTF kE2I—-FF3DNA,

3. Integrin Associated Protein(IAP)% & 3 2 MM 7R b—> X &
FET 2 —AHF vo

4. a) EHESS :

Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp Ile Pro

Ala Ser Ser Ser Asp Val Val Met Thr Gln Thr Pro Leu Ser Leu

Pro Val Ser Leu Gly Asp Gln Ala Ser Ile Ser Cys Arg Ser Ser

Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gln Trp Tyr

Leu Gln Lys Pro Gly Gln Ser Pro Lys Leu Leu Ile Tyr Lys Val

Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly

Ser Gly Thr Asp Phe Thr Leu Lys Ile Ser Arg Val Glu Ala Glu

Asp Leu Gly Val Tyr Phe Cys Ser Gln Ser Thr His Val Pro Tyr

Thr Ser Gly Gly Gly Thr Lys Leu Glu Ile Lys

D7 I/ ERELFI.

b) BEFIFEST :

Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp Ile Pro

Gly Ser Ser Ser Asp Val Val Met Thr Gln Ser Pro Leu Ser Leu

Pro Val Ser Leu Gly Asp Gln Ala Ser Ile Ser Cys Arg Ser Ser

Gln Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr

Leu Gln Lys Pro Gly GIn Ser Pro Lys Leu Leu Ile Tyr Lys Val

Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly

Ser Val Thr Asp Phe Thr Leu Met Ile Ser Arg Val Glu Ala Glu

Asp Leu Gly Val Tyr Phe Cys Ser Gln Ser Thr His Val Pro Tyr

Thr Phe Gly Gly Gly Thr Lys Leu Glu Ile Lys

D7 I/ BEH. Xik

¢c) )b LIEL)O7 I VEEFIZBWT. 1 LIEEEDOT I VBB REK.
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BHd LT hz=7 3/ REd

P oERS N7 I BRESID 5 R % LEH VR

5. a) BHES6 :
Met Glu Trp Ser Trp Ile Phe Leu Phe Leu Leu Ser Gly Thr Ala
Gly Val His Ser Gln Val Gln Leu GIn GIn Ser Gly Pro Asp Leu
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gln Lys Pro
Gly Gln Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr
Tyr Ser Tyr Asp Asp Trp Gly Gln Gly Thr Thr Leu Thr Val Ser

Ser
D7 I/ BREFI.
b) BFIES S8 :
Met Glu Trp Ser Trp Ile Phe Leu Phe Leu Leu Ser Gly Thr Ala
Giy Val His Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Glu Leu
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly
Tyr Thr Phe Ala Asn His Val Ile His Trp Val Lys Gln Lys Pro
Gly Gln Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr
Tyr Thr Tyr Asp Asp Trp Gly Gln Gly Thr Thr Leu Thr Val Ser
Ser
D7 I/ BEF. XX
c) a)d LEb)o7 I VEEMZENT, 1dLIREEDT IV BHBRE,
Bifd LRTmxhiz7 I RES)
PORERSND 7 I/ BRESID S 705 HEH V.
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6. BERIH4 CEHBROLBVEEZI—FT3DNA,
7. #FRESICEHROHBEVERZI—FTSDNA,
8. LAV#HEEZI—-FTS5DNADN,
a) BEMIFESS5

atg
gcg
cct
cag
cta
tee
tca
gat

acg

aag
tce
gte
age
cag
aac
g88
ctg

tce

ttg cct gtt agg
agc agt gat gtt
agt ctt gga gat
ctt cta cac agt
aag cca ggc cag
cga ttt tect ggg
aca gat ttc aca
gga gtt tat tte
gga ggg 8gg acc

DIEEEFD» 5725 DNA.
b) EIEST :

atg
get
cct
cag
ctg
tece
tca
gat

acg

aag
tee
gte
age
cag
aac
gtg
ctg
tte

ttg cct gtt agg
agc agt gat gtt
agt ctt gga gat
ctt gtg cac agt
aag cca ggc cag
cga ttt tct ggg
aca gat ttc aca
gga gtt tat tte
gga ggg ggg acce

DIBREEI| P 5725 DNA,
c) a)d LD DDNALXR MNP =V FRFEFTNATVFAXT5D

NA

5 BIRE N BRI 6

ctg
gtg
caa
aaa
tet
gte
cte
tge

aag

ctg
gteg
caa
aat
tct
gte
cte
tge

aag

X%

ttg
atg
gce
gga
cca
cca
aag
tet
ctg

ttg
atg
gee
gga
cca
cca
atg
tct
ctg

gtg
acc
tee
aac
aag
gac
atc
caa

gaa

gtg
acc
tee
aag
aaa
gac
atc
caa

gaa

DD NA,

9. HEHV#HIEZI— KT 25DNADB,

32

ctg
caa
atc
acc
cte
agg
age
agt

ata

ctg
caa
atc
acc
cte
agg
agc
agt

ata

atg
act
tet
tat
ctg
tte
aga
aca

aaa

atg
agt
tct
tat
ctg
tte
aga
aca

aaa

tte
cca
tge
tta
atc
agt
gtg

cat

tte
cca
tgc
tta
atc
agt
gtg
cat

c

tgg
cte
aga
caa
tac
gsc
gag
gtt

teg
cte
aga
cat
tac
ggc
gag
gtt

att
tee
tet
tgg
aaa
agt
get

ccg

att
tce
tca
tgg
aaa
agt
get

ccg

PCT/JP00/01458

cct 45
ctg 90
agt 135
tac 180
gtt 225
gga 270
gag 315
tac 360

394

cct 45
ctg 90
agt 135
tac 180
gtt 225
gga 270
gag 315
tac 360

394
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a) BEHFES 6 :

atg gaa
ggt gtc
gta aag
tac acc
g88 cag
ggt act
tca gag
gee tet
tat agt
tca g

teg
cac
cct
ttc
ggc
aag
aaa
gag

tac

agc
tee
42424
gtt
ctt
tac
tce
gac

gac

tgg
cag
get
aac
gag
aat
tece
tect

gac

ata
gte
tca
cat
teg
gag
age
gcg
tgg

DFETD 5725 DNA.
b) EFIHS 8 :
atg gaa tgg agc

ggt gtc cac tec

gta aag cct ggg

tac acc ttc gct

ggg cag gge ctt

~ggt act aag tat

tca gac aaa tcc

gee tet gag gac

tat act tac gac

tca g

tgg
cag
get
aac
gag
aat
tee
tet

gac

ata
gtc
tca
cat
tgg
gag
acc
gcg
teg

DIREBT D> SR BDNA,
c) )b LKIDDODNALZA MY Pz MREBFTNATVEIALXTSBD

NA

ttt
cag
gte
gtt
att
aag
gca
gte
ggc

ttt
cag
gtg
gtt
att
aag
aca
gte
ggc

X

cte
ctg
aag
atg
gga
tte
gee
tac

caa

cte
ctg
aag
att
gga
tte
gee
tat

caa

tte
cag
atg
cac
tat
aag
tac

tac

14:4¢

tte
cag
atg
cac
tat
aag
tac

tac

ggc

S BIRENZEERKIETEEHDODNA,
10. Bist— A8 F v, Integrin Associated Protein(IAP)Z A 3 2 FK MK
HIC PR rN— X 2HBET A NEME—EBEF vTH 5. i5KIE 3 D —

33

cte
cag
tee
teg
att
g8c
atg
tgt

acc

cte
cag
tce
teg
att
gac
atg
tgt

acc

ctg tca gga act

tet
tge
gtg
tat
aag
gag
gca

act

ctg
tet
tge
gtg
tat
aag
gac
gca

act

gga
aag
aag
cct
gece
cte
aga

cte

tca
gga
aag
aag
cct
gee
cte
aga

cte

cct gac

get
cag
tac
aca
age
888

aca

gea

cct
get
cag
tac
act
age
geg

aca

tet
aag
aat
ctg
age
gt
gte

act
gaa
tet
aag
aat
ctg
agc
ggt
gte

PCT/JP00/01458

gca 45
ctg 90
gga 135
cca 180
gat 225
act 270
ctg 315
tac 360
tce 405

409

gca 45
ctg 90
gga 135
cca 180
gat 225
act 270
ctg 315
tac 360
tce 405

409
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AHF vo

11. & MELSEVHEETSH %35KIH 4 508D L8V s

12. b FRCHSEVHRITS % 55K 5 sci#io HEH V s

13. &kEH10EKE#BOL MEME—AREHFvEZI—FT5DNA,

1 4. Integrin Associated Protein(IAP)% & ¥ 2 A& MMiEMARIC 7R b —
2EFRT S MEUYL—KHF v L b ERARER E FRMLE ) J O —FVHiAX
X Z Dk o

15. FRE14CE#BOE FVBULE 7 0—F VR EZOHF 22— KT
5DNA.

16. &#RE1. 3. 10. 140\ FThdrIRRO—AKEHFv, E/70—F
WHERXIZZ O 2 EEA T % Biila.
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1 9. AECIMERD. AR TH 5 & 2FM e 55 KIE 1 8 IZFi#DMmk
REBIE R

20. FiEcED. @FRIE1, 3. 10, 1400WThPICEEHDO—AEF v.
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B &

SEQUENCE LISTING

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA

<120> Single-chain antibody to induce apoptosis
<130> FOP-391

<160> 26

<210> 1

<211> 27

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 1

ccatcctaat acgactcact ataggge 27

<210> 2

<211> 27

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 2

ggatcceggg tggatggteg gaagatg 27

<210> 3.
<211> 28
<212> DNA

<213> Artificial Sequence

1/22
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<220>

<223> PCR primer

<400> 3

ggatcceggg ccagtggata gacagatg 28

<210> 4

<211> 26

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 4

ggatcecggg agtggataga ccgatg 26

<210> 5
<211> 394
<212> DNA
<213> Mus
<220>
<221> CDS
<222> (1)...(393)
<223> pGEM-M1L.1~57;signal peptide,58~394;mature peptide
<400> 5
atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp Ile Pro
5 10 15

geg tce age agt gat gtt gtg atg acc caa act cca cte tece ctg 90
Ala Ser Ser Ser Asp Val Val Met Thr Gln Thr Pro Leu Ser Leu

20 25 30

2/22
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cct

Pro

cag
Gln

cta

Leu

tce

Ser

tca

Ser

gat
Asp

acg

Thr

gte
Val

agc

Ser

cag
Gln

aac

Asn

geg
Gly

ctg

Leu

tce

Ser

<210> 6
<211> 409
<212> DNA
<213> Mus
<220>
<221> CDS

<222> (1)...(408)

agt ctt gga
Ser Leu Gly
35
ctt cta cac
Leu Leu His
50
aag cca ggc
Lys Pro Gly
65
cga ttt tect
Arg Phe Ser
80
aca gat ttc
Thr Asp Phe
95
gga gtt tat
Gly Val Tyr
110
gga g88 888
Gly Gly Gly
125

gat
Asp

agt

Ser

cag
Gln

:4:4:4
Gly

aca

Thr

ttc
Phe

acc

Thr

caa
GIn

aaa

Lys

tet

Ser

gte
Val

cte

Leu

tge
Cys

aag

Lys

gee tee

Ala Ser

gga aac
Gly Asn

cca aag

Pro Lys

cca gac

Pro Asp

aag atc

Lys Ile

tet caa

Ser Gin

ctg gaa
Leu Glu

PCT/JP00/01458

atc tct tgc aga tet agt 135
Ile Ser Cys Arg Ser Ser

40

45

acc tat tta caa tgg tac
Thr Tyr Leu Gln Trp Tyr

55

60

ctc ctg atc tac aaa gtt

Leu Leu Ile Tyr Lys Val

70

75

180

225

agg ttc agt ggc agt gga 270
Arg Phe Ser Gly Ser Gly

85

90

agc aga gtg gag gct gag
Ser Arg Val Glu Ala Glu

100

105

agt aca cat gtt ccg tac
Ser Thr His Val Pro Tyr

115

ata aaa c¢ 394
Ile Lys

130

3/22
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360
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<223> pGEM-MI1H.1~57;signal peptide,58~409;mature peptide
<400> 6
atg gaa tgg age tgg ata ttt ctc ttc ctc ctg tca gga act gca 45
Met Glu Trp Ser Trp Ile Phe Leu Phe Leu Leu Ser Gly Thr Ala
5 10 15

ggt gtc cac tcc cag gtc cag ctg cag cag tct gga cct gac ctg 90
Gly Val His Ser GIn Val Gln Leu Gln Gln Ser Gly Pro Asp Leu

20 25 30
gta aag cct ggg get tca gtg aag atg tcc tge aag get tet gga 135
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly

35 40 45
tac acc ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca 180
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gln Lys Pro

50 55 60
ggg cag gge ctt gag tgg att gga tat att tat cct tac aat gat 225
Gly Gln Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp

65 70 75
ggt act aag tac aat gag aag ttc aag ggc aag gcc aca ctg act 270
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr

80 85 90
tca gag aaa tcc tcc age gca gee tac atg gag ctc age age ctg 315
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu

95 100 105
gcee tet gag gac tet geg gte tac tac tgt geca aga ggg ggt tac 360
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr

110 115 120
tat agt tac gac gac tgg ggc caa gge acc act ctc aca gtec tee 405
Tyr Ser Tyr Asp Asp Trp Gly Gln Gly Thr Thr Leu Thr Val Ser

125 130 135
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tca g 409

Ser

210> 7

211>
<212>
<213>

<220>

221>
<222>
<223>

<400> 7
atg aag ttg cct gtt agg ctg
Met Lys Leu Pro Val Arg Leu

ggt
Gly

cet

Pro

cag

Gln

ctg

Leu

tee

tee

Ser

gte
Val

age

Ser

cag
Gln

aac

394
DNA

Mus

ChS
(1)...(393)
PGEM-M2L. 1~57;signal peptide, 58~394;mature peptide

5

agc agt gat gtt gtg

Ser Ser Asp Val Val
20

agt ctt gga gat caa

Ser Leu Gly Asp Gln
35

ctt gtg cac agt aat

Leu Val His Ser Asn
50

aag cca ggc cag tct

Lys Pro Gly Gln Ser
65

cga ttt tet ggg ste

Ser Asn Arg Phe Ser Gly Val

ttg gtg
Leu Val

atg acc
Met Thr

gee tee

Ala Ser

gga aag
Gly Lys

CCa aaa

Pro Lys

cca gac

Pro Asp

ctg atg tte tgg

Leu Met Phe Trp
10

caa agt cca ctc
Gln Ser Pro Leu
25

atc tet tge aga
Ile Ser Cys Arg
40

acc tat tta cat
Thr Tyr Leu His
85
cte ctg atc tac

Leu Leu Ile Tyr
70

agg ttc agt ggc

Arg Phe Ser Gly

5/22

att
Ile

tce

Ser

tca

Ser

tgg
Trp

aaa

Lys

agt

Ser

PCT/JP00/01458

cct 45
Pro
15
ctg 90
Leu
30
agt 135
Ser
45
tac 180
Tyr
60
gtt
Val
75
gga 270

Gly

225
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80 85 90
tca gtg aca gat ttc aca ctc atg atc agc aga gtg gag gct gag 315
Ser Val Thr Asp Phe Thr Leu Met Ile Ser Arg Val Glu Ala Glu

95 100 105
gat ctg gga gtt tat ttc tge tct caa agt aca cat gtt ccg tac 360
Asp Leu Gly Val Tyr Phe Cys Ser Gln Ser Thr His Val Pro Tyr

110 115 120
acg ttc gga ggg ggg acc aag ctg gaa ata aaa ¢ 394
Thr Phe Gly Gly Gly Thr Lys Leu Glu Ile Lys

125 130

<210> 8
<211> 409
<212> DNA
<213> Mus
<220>
<221> CDS
<222> (1)...(408)
<223> pGEM-M2H. 1~57;signal peptide, 58~409;mature peptide
<400> 8
atg gaa tgg agc tgg ata ttt ctc tte ctec ctg tca gga act gca 45
Met Glu Trp Ser Trp Ile Phe Leu Phe Leu Leu Ser Gly Thr Ala
5 10 15

ggt gte cac tcc cag gtec cag ctg cag cag tct gga cct gaa ctg 90
Gly Val His Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Glu Leu

20 25 30
gta aag cct ggg gct tca gtg aag atg tcc tge aag get tet gga 135
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly

35 40 45
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tac

Tyr

24:4:4

Gly

Gly

tca

Ser

gece

Ala

tat
Tyr

tca

Ser

acc ttc gct aac
Thr Phe Ala Asn
50
cag ggc ctt gag
Gln Gly Leu Glu
65
act aag tat aat
Thr Lys Tyr Asn
80
gac aaa tcc tce
Asp Lys Ser Ser
95
tct gag gac tct
Ser Glu Asp Ser
110
act tac gac gac
Thr Tyr Asp Asp
125
g 409

<210> 9
<211> 32
<212> DNA
<213> Artificial Sequence
<220>

<223> PCR primer
<400> 9

cat

His

gtt att cac
Val Ile His

tgg
Trp

att gga tat
Ile Gly Tyr

aag ttc aag
Lys Phe Lys

gag
Glu

acc
Thr

aca gcc tac
Thr Ala Tyr

geg gte tat tac

Ala Val Tyr Tyr

tgg ggc caa ggc
Trp Gly GIn Gly

gtg
Val

tgg
Trp
55
att
Ile
70

gac

tat
Tyr

aag
Asp Lys
85
atg
Met
100

tgt

gac

Asp

gca
Cys Ala
115
acc
Thr

130

act
Thr

cccaagcttc caccatgaag ttgcctgtta gg 32

T7/22

aag

Lys

cct

Pro

gcce

Ala

ctce

Leu

aga

Arg

cte

Leu

PCT/JP00/01458

cag aag cca 180
Gln Lys Pro

60
tac aat gat 225
Tyr Asn Asp

75
act ctg act 270
Thr Leu Thr

90
agc agc ctg 315
Ser Ser Leu

105
ggg ggt tac 360
Gly Gly Tyr

120
aca gtc tce 405
Thr Val Ser

135
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<210> 10

<211> 32

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 10

cccaagcttc caccatggaa tggagctgga ta 32

<210> 11

<211> 34

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 11

cgeggatcca ctcacgtttt atttccaget tggt 34

<210> 12

211> 34

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 12

cgeggateca ctcacctgag gagactgtga gagt 34

<210> 13

8/12



WO 00/53634 - PCT/JP00/01458

<211> 30

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 13

catgccatgg cgcaggtcca getgecagecag 30

<210> 14

<211> 27

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 14

accaccacct gaggagactg tgagagt 27

<210> 15

<211> 27

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 15

gtctectecag gtggtggtgg ttegget 27

<210> 16
<211> 27
<212> DNA

9/22
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<213> Artificial Sequence
<220>

<223> PCR primer

<400> 16

cacaacatcc gatccgccac cacccga 27

<210> 17

211> 27

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 17

ggcggategg atgttgtgat gacccaa 27

<210> 18

<211> 57

<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

<400> 18

ccggaattct cattatttat cgtcatcgtc tttgtagtet tttatttcca getteggt 57

<210> 19

<211> 45

<212> DNA

<213> Artificial Sequence
<220>

10/ 22
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<223> Linker amino acid sequence and nucleotide sequence

<400> 19

PCT/JP00/01458

ggt ggt ggt ggt teg gat ggt ggt get teg ggt ggt gge gga teg 45
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser

5

<210> 20

<211> 828

<212> DNA

<213> Mus

<220>

<221>CDS

<222>(1)...(826)

<223> pscM1l. MABL1-scFv

<400> 20

atg aaa tac cta ttg cct

Met Lys Tyr Leu Leu Pro
5

get gee caa cca gee atg

Ala Ala Gln Pro Ala Met

20

cct gac ctg gta aag

C+

cc
Pro Asp Leu Val Lys Pro

35
get tet gga tac ace
Ala Ser Gly Tyr Thr

50
cag aag cca ggg cag

Gln Lys Pro Gly Gln

tte
Phe

ggc
Gly

10

acg gca gecc get gga ttg

10
gcg cag gtc cag ctg cag
Ala Gln Val Gln Leu Gln
25
geg get tca gtg aag atg
Gly Ala Ser Val Lys Met
40
gtt aac cat gtt atg cac
Val Asn His Val Met His
55
ctt gag tgg att gga tat
Leu Glu Trp Ile Gly Tyr

11722

15

tta tta ctc 45
Thr Ala Ala Ala Gly Leu Leu Leu Leu

cag

Gln

tce

Ser

tgg
Trp

att
Ile

15
tct gga
Ser Gly

30
tgc aag
Cys Lys

45
gtg aag
Val Lys

60
tat cct
Tyr Pro

90

135

180

225
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tac

Tyr

aca

Thr

agc

Ser

g88
Gly

aca
Thr

ggt
Gly

cct

Pro

cag
Gln

cta

Leu

tee

aat

Asn

ctg

Leu

agc

Ser

ggt
Gly

gte
Val

ggc
Gly

gte
Val

agc

Ser

cag
Gln

aac

65
gat
Asp

80
act
Thr Ser

95
ctg gee tet
Leu Ala Ser

110
tac tat agt
Ser
125
ggt
Gly
140

gat

Tyr Tyr

tee tcé
Ser Ser
gga teg
Gly Ser Asp
155
gga
Gly
170

ctt cta cac

agt ctt

Ser Leu

Leu Leu His
185
aag cca ggc
Lys Pro Gly
200
cga ttt tct

gag
Glu

tac

Tyr

ggt
Gly

gtt
Val

gat
Asp

agt

Ser

cag
GIn

ggg

ggt act aag tac
Gly Thr Lys Tyr

tca gag aaa tcc

Glu Lys Ser

gac

Asp

gac

Asp

ggt
Gly

gtg
Val

caa
Gln

aaa

Lys

tet

Ser

gte

70
aag ttc

Phe

aat gag

Asn Glu Lys
85
geca
Ala
100
gte
Val
115
ggc
Gly
130
gst
Gly
145
caa
Gln
160
atc
Ile
175
acc
Thr
190

cca aag cte

tee age gee

Ser Ser Ala

tet geg tac

Ser Ala Tyr

gac caa

Gln

teg
Trp

teg ggt

Gly

ggt
Gly Ser
act
Thr

atg
Met

acc
Thr
tet

gee tec

Ala Ser Ser

tat
Tyr

gga aac

Gly Asn

ctg
Pro Lys Leu Leu

205
cca gac agg ttc

12/22

aag ggc
Lys Gly
tac atg
Tyr Met
tgt
Cys

tac

Tyr

acc

Thr

ggc
Gly

ggt
Gly

ggt
Gly

cca ctc

Pro Leu

tgc aga
Cys Arg
tta caa

Leu Gln

atc tac

Ile Tyr

agt ggc

PCT/JP00/01458

75
aag gcc
Lys Ala

90
gag cte
Glu Leu

105
gca aga
Ala Arg

120
act ctc
Thr Leu

135
teg ggt
Ser Gly

150
tce ctg 495
Ser Leu

165
tct agt

270

315

360

405

450

540
Ser Ser
180
tgg tac 585
Trp Tyr
195
aaa gtt
Lys Val
210

agt gga 675

630
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Ser Asn Arg Phe

tca ggg aca gat
Ser Gly Thr Asp

gat ctg gga gtt
Asp Leu Gly Val

acg tcc gga ggg
Thr Ser Gly Gly

gat gac gat aaa

Asp Asp Asp Lys

<210> 21
<211> 31
<212> DNA

Ser
215
tte
Phe
230
tat
Tyr
245
129:4°4
Gly
260

taa

Gly Val Pro Asp Arg Phe Ser Gly Ser Gly

220

225

aca ctc aag atc agc aga gtg gag get gag

Thr Leu Lys Ile Ser Arg Val Glu Ala Glu

235

240

tte tge tct caa agt aca cat gtt ccg tac
Phe Cys Ser Gln Ser Thr His Val Pro Tyr

250

255

acc aag ctg gaa ata aaa gac tac aaa gac

Thr Lys Leu Glu Ile Lys Asp Tyr Lys Asp

tga 828

<213> Artificial Sequence

<220>
<223> PCR primer
<400> 21

265

acgegtegac tcccaggtce agetgeagea g 31

<210> 22
<211> 18
<212> DNA

<213> Artificial Sequence

<220>

<223> PCR primer

13/22
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<400> 22
gaaggtgtat ccagaage 18

<210> 23

<211> 819

<212> DNA

<213> Mus

<220>

<221> CDS
<222>(1)...(813)

<223> pCHOM1. MABL1-scFv
<400> 23

ate
Ile

atg gga tgg age tgt

Met Gly Trp Ser Cys
5

tcc cag
Ser Gln
20

ggg gct
Gly Ala
35

gtt aac
Val Asn
50

ctt gag
Leu Glu
65

tac aat

gte
Val

gegt gte gac
Gly Val Asp
gta aag cct tca
Val Lys Pro Ser

cat
His

tac acc ttc
Tyr Thr Phe

ggg cag ggc tgg

Gly Gln Gly Trp

ggt act aag
Gly Thr Lys

gag
Tyr Asn

atc cte ttc
Ile Leu Phe

cag ctg cag
Gln Leu Gln

gte aag atg
Val Lys Met

gtt atg cac
Val Met His

att gga tat
Ile Gly Tyr

aag tic aag

ttg
Leu
10
cag
Gln
25
tee
Ser
40
tgg
Trp
55
att
Ile
70

ggc¢

PCT/JP00/01458

gta gca aca gct aca 45

Val Ala Thr Ala Thr
15

tct gga cct gac ctg 90

Ser Gly Pro Asp Leu
30
tge aag get tet gga
Cys Lys Ala Ser Gly
45

135

gtg aag cag aag cca 180

Val Lys Gln Lys Pro
60
tat cct tac aat gat
Tyr Pro Tyr Asn Asp
75
aag gcc aca ctg act

Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr

14722
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80 85

tca gag aaa tcc tcc age gca gec tac atg gag cte age

Ser

gee
Ala

tat
Tyr

tca

Ser

teg

Ser

ctt

Leu

cta

Leu

cCa

Pro

TTT
Phe

gat

Glu Lys

tet gag
Ser Glu

agt tac
Ser Tyr

ggt ggt
Gly Gly

gat gtt
Asp Val

gga gat
Gly Asp

cac agt

His Ser

gg8C cag
Gly Gln

TCT GGG
Ser Gly

ttc aca

Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser
5 100

gac tct geg gtc tac tac tgt gca aga ggg

Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly
110 115

gac gac tgg ggc caa ggc acc act cte aca

Asp Asp Trp Gly Gln Gly Thr Thr Leu Thr
125 130

ggt get teg ggt gat ggt ggt teg got gat

Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly
140 145

gtg atg acc caa act cca cte tee ctg cct

Val Met Thr Gln Thr Pro Leu Ser Leu Pro
155 160

caa gcc tec atc tet tge aga tet agt cag

Gln Ala Ser Ile Ser Cys Arg Ser Ser Gln
170 175

aaa gga aac acc tat tta caa tgg tac cta

Lys Gly Asn Thr Tyr Leu Gln Trp Tyr Leu
185 190

tet cca aag cte ctg atec tac aaa gtt tec

Ser Pro Lys Leu Leu Ile Tyr Lys Val Ser
200 205

agce

Ser

ggt
Gly

gte
Val

ggc
Gly

gte
Val

agc

Ser

cag

Gln

aac

PCT/JP00/01458

90
ctg 315
Leu
105
tac 360
Tyr
120
tee 405
Ser
135
gga 450
Gly
150
agt 495
Ser
165
ctt 540
Leu
180
aag 585
Lys
195
cga 630

Asn Arg

210

GTC CCA GAC AGG TTC AGT GGC AGT GGA TCA GGG ACA 675

Val Pro Asp Arg Phe Ser Gly Ser Gly Ser
215 220
ctc aag atc agc aga gtg gag get gag gat

15722

Gly

ctg

Thr
225
gga 720
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Asp Phe Thr

gtt tat tte
Val Tyr Phe

g8g ggg acce
Gly Gly Thr

aaa taa tga

Lys

<210> 24
<211> 828
<212> DNA
<213> Mus
<220>
<221> CDS
<222> (1)..

<400> 24
atg aaa tac

Met Lys Tyr

get gee caa
Ala Ala Gln

cct gaa ctg
Pro Glu Leu

Leu Lys Ile Ser Arg Val Glu Ala Glu Asp Leu Gly
230 235 240

PCT/JP00/01458

tge tet caa agt aca cat gtt ccg tac acg tecc gga 765

Cys Ser Gln Ser Thr His Val Pro Tyr Thr Ser Gly
245 250 255

aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810

Lys Leu Glu Ile Lys Asp Tyr Lys Asp Asp Asp Asp
260 265 270
819

.(822)
<223> pscM2.

MABL2-scFv

cta ttg cct acg gca gece get gga ttg tta tta cte 45

Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu
5 10 15

cca gcc atg geg cag gtc cag ctg cag cag tct gga 90

Pro Ala Met Ala Gln Val Gln Leu Gln Gln Ser Gly
20 25 30

gta aag cct ggg get tca gtg aag atg tce tge aag 135

Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys
35 40 45

16/22
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get tet
Ala Ser

gga
Gly

tac

Tyr

cag aag cca ggg

GIn Lys

tac aat

Tyr Asn

act ctg
Thr Leu

agc agc

Ser Ser

ggg ggt
Gly Gly

aca gtc

Thr Val

gegt ggc
Gly Gly

cct gte
Pro Val

cag agc
Gln Ser

Pro

gat
Asp

act
Thr

ctg

Leu

tac

Tyr

tee

Ser

£ga
Gly

agt

Ser

ctt

Leu

Gly

ggt
Gly

tca

Ser

gece
Ala

tat
Tyr

tca

Ser

tcg

Ser

ctt

Leu

acc
Thr

50
cag
Gln

65
act
Thr

80
gac
Asp

95
tet
Ser
110
act
Thr
125
get
Gly
140
gat
Asp
155
gga
Gly
170

ttc
Phe

:4:4¢
Gly

aag

Lys

aaa

Lys

gag
Glu

tac

Tyr

ggt
Gly

gtt
Val

gat
Asp

gtg cac agt

get aac cat

Ala Asn His

ctt gag tgg
Leu Glu Trp

tat aat gag
Tyr Asn Glu

tce tee ace

Ser Ser Thr

gac tct gcg
Asp Ser Ala

gac gac tgg
Asp Asp Trp

gegt ggt teg
Gly Gly Ser

gtg atg acc
Val Met Thr

caa gec tee
GIln Ala Ser

aat gga aag

Val His Ser Asn Gly Lys

gtt
Val

55
att
Ile

70
aag
Lys

85
aca
Thr
100
gte
Val
115
ggc
Gly
130
get
Gly
145
caa
Gln
160
ate
Ile
175
acc
Thr

att
Ile

gga
Gly

tte
Phe

gee
Ala

tat
Tyr

caa
Gln

get
Gly

agt

Ser

tet

Ser

tat
Tyr

1777212

cac tgg
His Trp

tat att
Tyr Ile

aag gac
Lys Asp

tac atg
Tyr Met

tac tgt
Tyr Cys

ggc acc
Gly Thr

get ggt
Gly Gly

cca ctc

Pro Leu

tge aga
Cys Arg

tta cat

Leu His

PCT/JP00/01458

gtg aag 180
Val Lys

60
tat cct 225
Tyr Pro

75
aag gcc 270
Lys Ala

90
gac ctc 315
Asp Leu

105
gca aga 360
Ala Arg

120
act ctc 405
Thr Leu

135
teg ggt 450
Ser Gly

150
tee ctg 495
Ser Leu

165
tca agt 540
Ser Ser

180
tgg tac 585
Trp Tyr
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185 190 195
ctg cag aag cca ggc cag tct cca aaa ctc ctg atc tac aaa gtt 630
Leu GIln Lys Pro Gly Gln Ser Pro Lys Leu Leu Ile Tyr Lys Val

200 205 210
tcc aac cga ttt tet ggg gtec cca gac agg ttc agt ggc agt gga 675
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly

215 220 225
tca gtg aca gat ttc aca ctc atg atc agc aga gtg gag get gag 720
Ser Val Thr Asp Phe Thr Leu Met Ile Ser Arg Val Glu Ala Glu

230 235 240
gat ctg gga gtt tat ttc tge tct caa agt aca cat gtt ccg tac 765
Asp Leu Gly Val Tyr Phe Cys Ser Gln Ser Thr His Val Pro Tyr

245 250 255
acg ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac 810
Thr Phe Gly Gly Gly Thr Lys Leu Glu Ile Lys Asp Tyr Lys Asp

260 265 270
gat gac gat aaa taa tga 828
Asp Asp Asp Lys

<210> 25

<211> 819

<212> DNA

<213> Mus

<220>

<221> CDS

<222> (1)...(813)

<223> pCHOMZ. MABL2-scFv

<400> 25 |

atg gga tgg age tgt atc atc ctc ttc ttg gta gca aca gct aca 45

18722
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Met Gly Trp Ser Cys Ile Ile Leu Phe Leu Val Ala Thr Ala Thr
5 10 15

ggt gtc gac tcc cag gtc cag ctg cag cag tct gga cct gaa ctg 90
Gly Val Asp Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Glu Leu
20 25 30

gta aag cct ggg gct tca gtg aag atg tcc tge aag get tct gega 135
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly
35 40 45

tac acc ttc gct aac cat gtt att cac tgg gtg aag cag aag cca 180
Tyr Thr Phe Ala Asn His Val Ile His Trp Val Lys Gln Lys Pro
50 55 60

ggg cag gge ctt gag tgg att gga tat att tat cct tac aat gat 225
Gly Gln Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp
65 70 75

ggt act aag tat aat gag aag ttc aag gac aag gecc act ctg act 270
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr
80 85 90

tca gac aaa tcc tcc acc aca gcc tac atg gac ctec age age ctg 315
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu
95 100 105

gce tet gag gac tet geg gte tat tac tgt gea aga ggg ggt tac 360
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr
110 115 120

tat act tac gac gac tgg ggc caa ggc acc act cte aca gte tec 405
Tyr Thr Tyr Asp Asp Trp Gly Gln Gly Thr Thr Leu Thr Val Ser
125 130 135

tea ggt ggt ggt ggt teg gst ggt get gat teg ggt ggt ggc gga 450
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly
140 145 150

19722
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tcg gat
Ser Asp

ctt gga
Leu Gly

gtg cac
Val His

cca ggce
Pro Gly

ttt tet
Phe Ser

gat ttc
Asp Phe

gtt tat
Val Tyr

g8E 888

gtt
Val

gat
Asp

agt

Ser

cag
G1ln

ggg
Gly

aca
Thr

ttc
Phe

acc

gtg
Val

caa

Gln

aat

Asn

tct

Ser

gte
Val

cte

Leu

tgc
Cys

aag

atg
Met
155
gce
Ala
170
gga
Gly
185
cca
Pro
200
cca
Pro
215
atg
Met
230
tet
Ser
245
ctg

Gly Gly Thr Lys Leu

aaa taa tga 819

Lys

<210> 26
<211> 456

260

acc

Thr

tee

Ser

aag

Lys

aaa

Lys

gac

Asp

atc
Ile

caa

Gln

gaa
Glu

caa agt
GIn Ser

ate tect
Ile Ser

acc tat
Thr Tyr

cte ctg

Leu Leu

agg ttc
Arg Phe

agc aga

Ser Arg

agt aca

Ser Thr

ata aaa

Ile Lys

cca

Pro

tge
Cys

tta

Leu

ate
Ile

agt

Ser

gtg
Val

cat

His

gac

Asp

cte tec ctg
Leu Ser Leu
160
aga tca agt
Arg Ser Ser
175
cat tgg tac
His Trp Tyr
190
tac aaa gtt
Tyr Lys Val
205
ggc agt gga
Gly Ser Gly
220
gag gct gag
Glu Ala Glu
235
gtt ccg tac
Val Pro Tyr
250

tac aaa gac

cct gtce
Pro Val

cag agc
Gln Ser

ctg cag
Leu GIn

tce aac

Ser Asn

tca gtg
Ser Val

gat ctg
Asp Leu

acg ttc
Thr Phe

gat gac

PCT/JP00/01458

agt 495
Ser
165
ctt 540
Leu
180
aag 585
Lys
195
cga 630
Arg
210
aca 675
Thr
225
gga T20
Gly
240
gga 765
Gly
255
gat 810

Tyr Lys Asp Asp Asp Asp

265

20722

270
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<212> DNA
<213> Mus
<220>
<221> CDS
<222> (1)...(450)
<223> pCHO-shIAP. Soluble human IAP
<400> 26
atg tgg ccc ctg gta gecg geg ctg ttg ctg gge teg geg tge tge 45
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys
' 5 10 15

gga tca get cag cta cta ttt aat aaa aca aaa tct gta gaa ttc 90
Gly Ser Ala Gln Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe

20 25 30
acg ttt tgt aat gac act gtc gtc att cca tge ttt gtt act aat 135
Thr Phe Cys Asn Asp Thr Val Val Ile Pro Cys Phe Val Thr Asn

35 40 45
atg gag gca caa aac act act gaa gta tac gta aag tgg aaa ttt 180
Met Glu Ala Gln Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe

50 55 60
asa gga aga gat att tac acc ttt gat gga gct cta aac aag tcc 225
Ly§ Gly Arg Asp Ile Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser

65 70 75
act gtc ccc act gac ttt agt agt gca aaa att gaa gtc tca caa 270
Thr Val Pro Thr Asp Phe Ser Ser Ala Lys Ile Glu Val Ser Gln

80 85 90
tta cta aaa gga gat gcc tect ttg aag atg gat aag agt gat get 315
Leu Leu Lys Gly Asp Ala Ser Leu Lys Met Asp Lys Ser Asp Ala

95 100 105

gtc tca cac aca gga aac tac act tgt gaa gta aca gaa tta acc 360

21/ 22
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Val Ser His Thr Gly Asn Tyr Thr Cys Glu Val Thr Glu Leu Thr

110 115 120
aga gaa ggt gaa acg atc atc gag cta aaa tat cgt gtt gtt tca 405
Arg Glu Gly Glu Thr Ile Ile Glu Leu Lys Tyr Arg Val Val Ser

125 130 135
tgg ttt tet cca aat gaa aat gac tac aag gac gac gat gac aag 450
Trp Phe Ser Pro Asn Glu Asn Asp Tyr Lys Asp Asp Asp Asp Lys

140 145 150
tga tag 456

22712



INTERNATIONAL SEARCH REPORT International application No.
PCT/JP00/01458

A. CLASSIFICATION OF SUBJECT MATTER
Int.cl’ CO07K1l6/18, C1l2N15/12, CO7K16/46, C12N5/18, C12N5/16, C1l2N1/21,
A61K38/17, A61K39/395, A61P7/00

According to International Patent Classification (IPC) or to both national classification and IPC

B. FIELDS SEARCHED

Minimum documentation searched (classification system followed by classification symbols)
Int.cl’ C07K1l6/18, Cl2N15/12, CO7K16/46, Cl2N5/18, C12N5/16, Cl2N1/21,
A61K38/17, A61K39/395, A61P7/00

Documentation searched other than minimum documentation to the extent that such documents arc included in the fields searched

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used)
SwissProt/PIR/GeneSeq, Genebank/EMBL/DDBJ/GeneSeq, BIOSOS (DIALOG) ,
WPI (DIALOG)

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.
PX WO, 99/12973, Al(Chugai Pharmaceutical Co., Ltd.) 1-20
18 March, 1999(18.03.99)
& JP, 11-155569, A & AU, 5002898, A
X/A Reinhard Kofler et al., “Genetic elements used for a murine 4-13,16-17/
lupus anti-DNA autoantibody are closely related to those 1-3,14-15,
for antibodies to exogenous antigens”, J.Eep.Med. (1985) , 18-20

Vol.161, No.4, pp.805-815

X/A R.Kofler et al., “Immunoglobulin k Light Chain Variable 4-13,16-17/
Region gene Complex Organization and Immunoglobulin Genes 1-3,14-15,
Encoding Anti-DNA Autoantibodies in Lupus Mice”, 18-20
J.Clin.Invest. (1988), Vol.82, No.3, pp.852-860

A Frederik P. Lindberg et al., “Molecular Cloning of 1-20
Integrin-associated Protein: An Immunoglobulin Family
MemberwithMultiple Membrane-spanning Domains Implicated
in avpj3-dependent Ligand Binding”, The Journal of Cell
Biology (1993)Vol.123, No.2, pp.485-496

D Further documents are listed in the continuation of Box C. D See patent family annex.

* Special categories of cited documents: “T” later document published after the international filing date or

“A”  document defining the general state of the art which is not priority date and not in conflict with the application but cited to
considered to be of particuiar relevance understand the principle or theory underlying the invention

“E” earlier document but published on or after the international filing “X"  document of particular relevance; the claimed invention cannot be
date considered novel or cannot be considered to involve an inventive

“L”  document which may throw doubts on priority claim(s) or which is step when the document is taken alone
cited to establish the publication date of another citation or other “Y”  document of particular relevance; the claimed invention cannot be
special reason (as specified) comsidered to involve an inventive step when the document is

“O”  document referring to an oral disclosure, use, exhibition or other combined with one or more other such documents, such
mecans combination being obvious to a person skilled in the art

“P”  document published prior to the international filing date but later “&”  document member of the same patent family
than the priority date claimed

Date of the actual completion of the international search Date of mailing of the international search report
1 June, 2000(01.06.00) 13.06.00

Name and mailing address of the ISA/ Authorized officer

Japanese Patent Office

Facsimile No. Telephone No.

Form PCT/ISA/210 (second sheet) (July 1992)




EFRRERSE EPRHEES PCT/JP00,/01458

A, FEAORTLOBONE (EERFETIR (I1PC))
Int. C1" C0O7K16,7,18,C12N15,712,C07K16,746,C12N5,718,
C12N5,16,C12N1,/21,A61K38,/17,A61K39,/395,A61P7,/00

B WELT 2%

REZIT - I/ MRER (EBRFHFLR (1 PC) )
Int. C1" CO7K16,18,C12N15/12,C07K16,/746,C12N5,18,
C12N5,16,C12N1./21,A61K38,/17,A61K39,/395,A61P7,/00

B/NBEERLUNOER TRELZIToOFIZEENDIHO

EERECERLIZETT — 4 X—X (F—F_X—AD4W., WEICER L-HE
SwissProt/PIR/GeneSeq, Genebank,/EMBL, /DDBJ,/ GeneSeaq,
BIOSIS (DIALOG), WPI (DIALOG)

C. FPBB#T 2% LEBHIDm

STHISCIRD BEE %
HFAY —* SIAXIA  RU—SBOEHABEEY 5 & &%, % OBIET 5 BETOFRT HROWADE 5
PX ,99/12973,A1 (FHAREKRKSH) 18.3AH.19 1—20

WO
99(18.03.99) & JP,11—-155569,A & AU,900
2898,A

X,/ A |Reinhard Kofler et al., “Genetic elements used for a murine 4~-13,16-17/
lupus anti-DNA autoantibody are closely related to those for |1-3, 14-15, 18
antibodies to exogenous antigens”, J.Exp.Med. (1985)Vol. 161, -20

No. 4, p. 805-815

[X] CHloRE S IC b XRBFIE SN TV B, L #7vh77 20— BT 35251,
* BIHAXMODT Y — O B O®%ITATK ENT-CHER
A FHCBEDO D DR THZ2 <, —ROENKELZFT  (T) BEHBEEXIIELBRICAZESREXRTH T
Ho THELFETALOTIERL . RAOREIIHE
(E] EEHEATOHEE 38T ch 305, EEHEA WOBBEDI-DIZEIBT AL
N IRT7S 3T ¢ Wl X (X HCBEEDH A LI TH - T, Yk Tk 4 THH
L) B EREICRESRET D IR IO TR DO RIT OFREIESER 2N EZ 5RDHD
HE LMo R E2HLT 57208 75 TY) BIBEEOH S CRTH- T, S TRE Mo 1 2L
SCER (EEEAT) EoX@EkE D, BEFHIZL STEHTHAMESEI
(O) OEEIZX AR, A, BREIZERT DX Lo THSBHERLNWLEZLND LD
[P) EREEFEBEIT, OBEHEOTROEBERZHE & R—SFr r7 7 3 U —3CHR
= == . = P=23 3
EEERE &2 T Lz 8 01. 06. 00 E%WEWn@%%H'%BIX&OO
EEAEEBE LB RS TR %ﬁﬁ%ﬁﬁ(%m®%éﬁé)§ﬁ; 4N{9637
HARESHT (ISASJP) AW BT {paEl
HEEE100—8915 =
HRHTREEKSAE=TE4%H3 5 EWEES 03—-—3581—1101 N 3488

BAPCT/ISA/7210 (#H2~=—) (199847H)




HERAAE R EprHig¥S PCT.JP00,/01458

C (BeZ) . BhET LALLM
Sl FHCRD B35
ATFTY—% LAY RU—HOEFREES 5 & &iX, FO#ET AEFTORT FROFHOEE
XA |R Kofler et al., “Immunoglobulin k Light Chain Variable Regi |4-13, 16-17/
-on gene Complex Organization and Immunoglobulin Genes Encod | 1-3, 14-15, 18
-ing Anti-DNA Autoantibodies in Lupus Mice”, J.Clin. Invest. (1 |-20
988) Vol. 82, No. 3, p. 852-860
A Frederik P.Lindberg et al., “Molecular Cloning of Integrin-— 1—-20

associated Protein:An Immunoglobulin Family Member with Mult
—-iple Membrane—spanning Domains Implicated in «v 8:-dependen
-t Ligand Binding”, The Journal of Cell Biology(1993)Vol. 123,

No. 2, p. 485-496

BAPCT/ISA/ 210 (%‘2«\"—90);&%%) (19984 7AH)




	2009-08-14 Foreign Reference

